We have recently described in detail the structure of an epitope defined by a monoclonal antibody which enhances in vivo the biological activity of bovine GH @GH) [ 11. Although several theories have been advanced in relation to the mechanism associated with this enhancement phenomenon, there is little conclusive data supporting any hypothesis [2] . To examine the molecular and cellular aspects of this phenomenon more closely, we have undertaken studies using the well characterised GH-responsive 3T3-F442A preadipocyte cell line and the FDCP-I cell line transfected with full length mouse growth hormone receptor (GHR). As a prelude to this, we examined the binding properties of OA15 in relation to the subsequent interaction between bGH and its receptor. Initial examination of the epitope defined on bGH by OA15 suggested that it was removed from binding sites 1 and 2 on GH required for interaction with the GH receptor [3] . Using the recombinant bGH binding protein (bGHBP), which represents the extracellular domain of the receptor, we have demonstrated, using optical evanescent wave biosensor technology, that engagement of bGH by OA15 still allows for the interaction between bGH and bGHBP. Although further experiments are underway to investigate the effects on the affinity of bGH-bGHBP interaction following bGH binding to OA15, at this stage we can tentatively conclude that these real time binding studies agree with our initial epitope mapping work ie that the epitope defined by OA15 is removed from receptor interaction sites on the hormone. The results of these experiments suggested that in cell culture studies tnpartite complexes of antibody-hormone and receptor would exist. In the context of mechanistic studies, this in turn would suggest that OA15 would not inhibit GH signalling events through disruption of GH-GHR interactions. To examine this hypothesis in more detail we used two GH-responsive cell culture systems -the 3T3-F442A preadipocyte cell line and IL-3 dependant FDCP-I cell line which has been transfected with the full length mouse GHR [4] . In F442A cells, treatment with GH leads to the rapid tyrosine phosphorylation of proteins of the JAK-STAT-MAP pathway(s). protein is not altered following treatment with antibody-hormone complexes. Again, this is consistent with no interference by OA15 in bGH signalling through its receptor. Another of the hypothesis which we were testing was that the enhancement of hormone activity seen in vivo would result in some amplification of bGH signalling events. The very limited evidence above of little effect of antibody complexation on hormone stimulated tyrosine phosphorylation of putative Stat protein(s) does not support this hypothesis. However more extensive time courses must be performed along with examination of the activation states of other GH-stimulated signalling events during incubation with hormone-antibody complexes, before definitive conclusions can be drawn in this area. Figure 2 presents data using the FDCP-I cell line transfected with the full length mouse GHR. This tissue culture system provides a very sensitive MTS-formazan colourimetric system for bioassay of somatogenic hormones. As indicated, pre-complexation of bGH with OA15 did not enhance the biological activity of the hormone, but similarly to the results described for GH action in F442A cells, there was no evidence for any inhibition of activity. In summary epitope mapping studies indicate that the binding site for monoclonal antibody OA15 on bGH is removed from both sites 1 and 2 on the hormone which interact with cognate receptor. This is confirmed by subsequent real time kinetic analysis by optical biosensor indicating that interaction between bGH and the soluble extracellular domain of the receptor is not compromised by the interaction of hormone with Mab OA15. In addition the biological activity of bGH, as measured in two separate responsive cell culture systems was not affected, although this lends no support to the theory that the in vivo enhancing activity of OAl5 is mirrored by an enhancing effect at the cellular level. Further investigations are required to fully establish this proposal.
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